Crosslinked enzyme aggregates (CLEAs) of a thermostable cyclodextrin glucosyltransferase (CGTase) from Thermoanaerobacter sp. have been prepared for the production of cyclodextrins (CDs). Different parameters in the precipitation (nature and concentration of precipitant) and crosslinking steps (time of reaction with cross-linker, nature and concentration of the crosslinker) were evaluated on the production of CLEAs of CGTase. Among the seven studied precipitants, acetone with a 75% (v/v) concentration produced the aggregates of CGTase with higher activity, which retained 97% of the initial activity. Concerning the cross-linker (glutaraldehyde, starch-aldehyde, and pectin-aldehyde), starch-aldehyde produced the most active CLEAs. The use of bovine serum albumin as co-feeder decreased the expressed activity. Addition of polyethylenimine at the end of cross-linking step prevented the leakage of the enzyme and the subsequent Schiff's bases reduction with sodium borohydride permitted to maintain 24% of the initial activity even with the large dextrin as substrate. The optimal conditions for the immobilization process required were defined as 75% (v/v) acetone as precipitation reagent for 1 h at 20 • C, 20 mM starch-aldehyde as crosslinking reagent for 2 h at 20 • C, treatment with 1 mg/mL of polyethylenimine for 5 min, reduction with 1 mg/mL of sodium borohydride. The CLEAs of CGTase were active catalyst (similarly to the free enzyme) in the production of cyclodextrins at 50 • C and pH 6.0 for 6 h reaction, maintaining intact their structures. Besides this, after five cycles of 3 h the total cyclodextrin yield was 80% of the initial value (first batch, with around 45% CD yield).
Introduction
Cyclodextrin glucosyltransferases (CGTase) (EC 2.4.1.19) are extracellular microbial enzymes capable of converting starch and their derivatives into cyclodextrins (CDs), which are non-reducing concentration, the best bifunctional or macromolecular crosslinkers and its concentration and the effect of the addition of some feeders (proteins or PEI). In addition, the applicability and reusability of CLEAs of CGTase were also determined.
Results and Discussion

Selection of precipitating agent
The aggregation/precipitation step of CGTase was evaluated using methanol, ethanol, tertbutanol, acetone, isopropanol, acetonitrile, and saturated ammonium sulfate solution as precipitants. After precipitation, the precipitate was recovered by centrifugation and re-dissolved in 50 mM sodium citrate buffer pH 6.0. As shown in Figure 1 , tert-butanol yielded the lowest precipitation yield (60%), whereas acetone allowed a precipitation yield of 98.4%. Consequently, acetone was selected as precipitant of CGTase for CLEA preparation. Precipitates were recovered by centrifugation and re-dissolved for enzyme activity measurement. The total initial enzyme activity was taken as 100%.
Effect of the precipitant concentration on the precipitated activity of CGTase
Different volumetric concentrations of acetone were evaluated in the precipitation of Thermoanaerobacter sp. CGTase. The increase in the volumetric concentration of acetone from 75% to 90% (v/v) did not affect the activity recovered after re-dissolving the CGTase precipitate, yielding an average CGTase precipitation yield around of 97%. So, a precipitant concentration of 75% was selected for further assays of CLEA preparation (aggregation followed by crosslinking).
Effect of glutaraldehyde concentration and reaction time
The concentration of glutaraldehyde is a parameter that must be optimized, because an excess of glutaraldehyde can cause excessive modification of the protein. On the other hand, too low concentrations of glutaraldehyde can promote inefficient cross-linking, leading to loss of enzyme in the reaction medium [42] . The objective is to modify each primary amino group of the enzyme with just one molecule of glutaraldehyde [43] . Figure 2A shows the global activity recoveries in the CLEAs and the activity losses in the first washing (in relation to the total initial activity). The concentration of 10 mM glutaraldehyde was insufficient to properly cross-link the enzyme aggregates, since all enzyme activity was lost during the washing step (data not shown). Higher concentration of glutaraldehyde allowed cross-linking; E t h a n o l I s o -p r o p a n o l A c e t o n i t r i l e A . s u l p h a t e A c e t o n e t e r c -b u t a n o l M e t h a n o l Precipitates were recovered by centrifugation and re-dissolved for enzyme activity measurement. The total initial enzyme activity was taken as 100%.
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Effect of Glutaraldehyde Concentration and Reaction Time
The concentration of glutaraldehyde is a parameter that must be optimized, because an excess of glutaraldehyde can cause excessive modification of the protein. On the other hand, too low concentrations of glutaraldehyde can promote inefficient cross-linking, leading to loss of enzyme in the reaction medium [42] . The objective is to modify each primary amino group of the enzyme with just one molecule of glutaraldehyde [43] . Figure 2A shows the global activity recoveries in the CLEAs and the activity losses in the first washing (in relation to the total initial activity). The concentration of 10 mM glutaraldehyde was insufficient to properly cross-link the enzyme aggregates, since all enzyme activity was lost during the washing step (data not shown). Higher concentration of glutaraldehyde allowed cross-linking; however, it is unable to prevent the presence of enzyme activity in the supernatant and produces great losses of activity (more than 90%). Cross-linking with 20 mM glutaraldehyde yielded the highest global activity recovery (around 10%), but it was observed an activity loss above 80%. Even evaluating the crosslinking time at this glutaraldehyde concentration ( Figure 2B ), the highest global activity recovery was maintained around 10%. This low activity recovery could be associated with diffusional problems of the large substrate within the supramolecular structure of the CLEA [18, 30, 44] , inadequate enzyme crosslinking that permitted the loss of a great percentage of enzyme molecules, or inactivation induced by glutaraldehyde, or a combination, because extensive crosslinking may result in a distortion of the enzyme structure [27, 45] . However, the incubation of the free enzyme into 20 mM glutaraldehyde, prepared in 50 mM sodium citrate buffer pH 6.0, showed that glutaraldehyde has a very low deleterious effect on the free enzyme activity (activity loss around 20% after 3 h as shown in Figure 3 ). Thereby, other strategies were evaluated aiming to increase the global recovery activity of the CGTase CLEAs. however, it is unable to prevent the presence of enzyme activity in the supernatant and produces great losses of activity (more than 90%). Cross-linking with 20 mM glutaraldehyde yielded the highest global activity recovery (around 10%), but it was observed an activity loss above 80%. Even evaluating the crosslinking time at this glutaraldehyde concentration ( Figure 2B ), the highest global activity recovery was maintained around 10%. This low activity recovery could be associated with diffusional problems of the large substrate within the supramolecular structure of the CLEA [18, 30, 44] , inadequate enzyme crosslinking that permitted the loss of a great percentage of enzyme molecules, or inactivation induced by glutaraldehyde, or a combination, because extensive crosslinking may result in a distortion of the enzyme structure [27, 45] . However, the incubation of the free enzyme into 20 mM glutaraldehyde, prepared in 50 mM sodium citrate buffer pH 6.0, showed that glutaraldehyde has a very low deleterious effect on the free enzyme activity (activity loss around 20% after 3 h as shown in Figure 3 ). Thereby, other strategies were evaluated aiming to increase the global recovery activity of the CGTase CLEAs. however, it is unable to prevent the presence of enzyme activity in the supernatant and produces great losses of activity (more than 90%). Cross-linking with 20 mM glutaraldehyde yielded the highest global activity recovery (around 10%), but it was observed an activity loss above 80%. Even evaluating the crosslinking time at this glutaraldehyde concentration ( Figure 2B ), the highest global activity recovery was maintained around 10%. This low activity recovery could be associated with diffusional problems of the large substrate within the supramolecular structure of the CLEA [18, 30, 44] , inadequate enzyme crosslinking that permitted the loss of a great percentage of enzyme molecules, or inactivation induced by glutaraldehyde, or a combination, because extensive crosslinking may result in a distortion of the enzyme structure [27, 45] . However, the incubation of the free enzyme into 20 mM glutaraldehyde, prepared in 50 mM sodium citrate buffer pH 6.0, showed that glutaraldehyde has a very low deleterious effect on the free enzyme activity (activity loss around 20% after 3 h as shown in Figure 3 ). Thereby, other strategies were evaluated aiming to increase the global recovery activity of the CGTase CLEAs. 
Strategies to improve the global activity recovery of CGTase CLEAs
Strategies to Improve the Global Activity Recovery of CGTase CLEAs
Use of feeder proteins during aggregation may reduce diffusion problems inside the CLEA structures and may facilitate the crosslinking of the enzyme molecules [23, 44, 46, 47] . In addition, it was Catalysts 2019, 9, 120 5 of 17 previously demonstrated that cross-linking with macromolecular cross-linkers improves the mass transfer in the CLEAs [20, 28, 30] .
According with the considerations mentioned above, in this work, BSA was evaluated as a protein feeder in the preparation of CLEAs of CGTase, using an enzyme/BSA mass ratio of 1:1. In addition, polyaldehydes (starch and pectin oxidized with periodate) were evaluated as macromolecular cross-linkers. It was observed that the addition of BSA in the preparation of CGTase CLEAs using glutaraldehyde as cross-linker (Figure 4) only slightly improved the global activity recovery after CLEA preparation (global activity recovery only increased from 10% to 13%).
protein feeder in the preparation of CLEAs of CGTase, using an enzyme/BSA mass ratio of 1:1. In addition, polyaldehydes (starch and pectin oxidized with periodate) were evaluated as macromolecular cross-linkers. It was observed that the addition of BSA in the preparation of CGTase CLEAs using glutaraldehyde as cross-linker (Figure 4) only slightly improved the global activity recovery after CLEA preparation (global activity recovery only increased from 10% to 13%).
CLEAs prepared with aldehyde-starch and aldehyde-pectin as cross-linkers in the absence of BSA were approximately 3 and 2 times (respectively) more active than those prepared with glutaraldehyde. However, the crosslinking of the co-aggregates of CGTase and BSA with aldehydestarch caused a decrease in CLEA activity (by around twofold) in opposition of the effect of BSA using glutaraldehyde. This behavior suggested that an intense crosslinking is the main cause of the low activity recovery, very likely by the decrease in the pore diameters of the CLEA structures, and thereby increasing intraparticle diffusional limitations.
Thus, the highest global activity recovery (25.4 ± 1.4%) in the CLEAs of CGTase was obtained using aldehyde-starch as cross-linker. Consequently, aldehyde-starch was selected as the crosslinker for further investigation. The effect of the aldehyde-starch concentration on the CLEA activity was evaluated by varying the concentration of the cross-linker from 10 to 80 mM. In this set of experiments sodium borohydride was added at the end point of the reaction to a final concentration of 1 mg/mL, aiming to reduce the Schiff bases established between aldehyde groups of the cross-linker and amino groups of the proteins to secondary amino bonds, and also to reduce the remnant aldehydes of the cross-linker to inert hydroxyl groups [48] .
As shown in Figure 5A , the global activity recoveries of the CGTase CLEAs were very similar at the aldehyde-starch concentrations of 10 and 20 mM, and then started to decrease. Reduced CGTase CLEAs with the highest activity (global activity recovery of 16.3%) were obtained using a concentration of 20 mM aldehyde-starch and 1 mg/mL of sodium borohydride in the cross-linking and reduction steps, respectively. Global activity recovery (%)
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Cross-linkers CLEAs prepared with aldehyde-starch and aldehyde-pectin as cross-linkers in the absence of BSA were approximately 3 and 2 times (respectively) more active than those prepared with glutaraldehyde. However, the crosslinking of the co-aggregates of CGTase and BSA with aldehyde-starch caused a decrease in CLEA activity (by around twofold) in opposition of the effect of BSA using glutaraldehyde. This behavior suggested that an intense crosslinking is the main cause of the low activity recovery, very likely by the decrease in the pore diameters of the CLEA structures, and thereby increasing intraparticle diffusional limitations.
Thus, the highest global activity recovery (25.4 ± 1.4%) in the CLEAs of CGTase was obtained using aldehyde-starch as cross-linker. Consequently, aldehyde-starch was selected as the cross-linker for further investigation.
The effect of the aldehyde-starch concentration on the CLEA activity was evaluated by varying the concentration of the cross-linker from 10 to 80 mM. In this set of experiments sodium borohydride was added at the end point of the reaction to a final concentration of 1 mg/mL, aiming to reduce the Schiff bases established between aldehyde groups of the cross-linker and amino groups of the proteins to secondary amino bonds, and also to reduce the remnant aldehydes of the cross-linker to inert hydroxyl groups [48] .
As shown in Figure 5A , the global activity recoveries of the CGTase CLEAs were very similar at the aldehyde-starch concentrations of 10 and 20 mM, and then started to decrease. Reduced CGTase CLEAs with the highest activity (global activity recovery of 16.3%) were obtained using a concentration of 20 mM aldehyde-starch and 1 mg/mL of sodium borohydride in the cross-linking and reduction steps, respectively. the additives the global activity recovery was around 16%. However, the addition of maltose allowed a slight but significant increase of activity recovery (from 16 ± 0.4 % to 18 ± 0.6 %).
Figure 5B shows that the cross-linking occurred rapidly, thus 2 h of crosslinking time were sufficient to obtain CLEAs with a global activity recovery around 20 ± 0.5%. After this time, the global activity recovery did undergo a small decrease, again suggesting that an intense crosslinking might close the pores inside the CLEA, and this presented a negative effect on the observed enzyme activity. Although the reduction of CLEAs with sodium borohydride produces secondary amino bonds between aldehyde-starch and protein, the incubation of the CLEAs in 50 mM citrate buffer (pH 6.0) for 1 h led to a partial leaching of the enzyme (∼30%). This drawback was overcome by adding polyethylenimine at the end point of the cross-linking step [22] . This treatment only increased the global activity recovery from 18 ± 0.6 to 24 ± 0.4 %, but it allowed the formation of more robust CLEAs, fully preventing the enzyme leakage.
In summary, the most active CLEA of CGTAse (around 24% global activity recovery) was prepared as follows: enzyme solution prepared in 50 mM sodium citrate buffer pH 6.0, protein precipitation with acetone (75% volumetric concentration, 20 °C, 1 h); crosslinking with aldehydestarch (20 mM, 20 °C, 2 h); subsequent addition of polyethylenimine (1 mg/mL, 20 °C, 5 min) and reduction with sodium borohydride (1 mg/mL, pH 6.0, 4 °C, 30 min, in the presence of 1 mg/mL maltose). All steps were performed under 200 rpm shaking.
It has been reported low activity recoveries (<32%) for covalent immobilization of CGTase from Thermoanaerobacter sp. on Eupergit C (10.2%) [34] , glyoxyl-activated silica (1.5%) [36] , glyoxylactivated agarose (32%) [37] , glutaraldehyde-activated chitosan (6.1%) [38] , glutaraldehyde-activated silica (< 6%), CNBr-activated Sepharose (4.4%), and 1,6-diaminohexane-activated Sepharose (2.4%) [41] . The main causes for the low recovered activities commonly reported for covalent immobilization of CGTase are probably as follows: (i) intraparticle diffusional limitations due to the large molecular size of substrate (starch) and products (cyclodextrins); (ii) complexity of the CGTase 3D-structure and its catalytic mechanism, because this enzyme has five domains (A to E) and catalyze four possible reactions (hydrolysis, cyclization, coupling, and disproportionation) [5, 52] ; (iii) the modification of certain Lys residues involved in the catalytic mechanism of the CGTase [41] . Martin et al. [41] reported that some of the Lys residues in the starch-binding site (Lys 547 and Lys 549 ) display a high We also evaluated the reduction with sodium borohydride in the presence of β-CD, maltose, and maltotriose, because these compounds (product or inhibitor of the CGTase) might protect the active site of the enzyme against deleterious effect of borohydride [49] [50] [51] .
The presence of β-CD and maltotriose did not improve the global activity recoveries of the CGTase CLEAs in the reduction step with sodium borohydride. Either in absence and presence of the additives the global activity recovery was around 16%. However, the addition of maltose allowed a slight but significant increase of activity recovery (from 16 ± 0.4 % to 18 ± 0.6 %).
Figure 5B shows that the cross-linking occurred rapidly, thus 2 h of crosslinking time were sufficient to obtain CLEAs with a global activity recovery around 20 ± 0.5%. After this time, the global activity recovery did undergo a small decrease, again suggesting that an intense crosslinking might close the pores inside the CLEA, and this presented a negative effect on the observed enzyme activity.
Although the reduction of CLEAs with sodium borohydride produces secondary amino bonds between aldehyde-starch and protein, the incubation of the CLEAs in 50 mM citrate buffer (pH 6.0) for 1 h led to a partial leaching of the enzyme (~30%). This drawback was overcome by adding polyethylenimine at the end point of the cross-linking step [22] . This treatment only increased the global activity recovery from 18 ± 0.6 to 24 ± 0.4 %, but it allowed the formation of more robust CLEAs, fully preventing the enzyme leakage.
In summary, the most active CLEA of CGTAse (around 24% global activity recovery) was prepared as follows: enzyme solution prepared in 50 mM sodium citrate buffer pH 6.0, protein precipitation with acetone (75% volumetric concentration, 20 • C, 1 h); crosslinking with aldehyde-starch (20 mM, 20 • C, 2 h); subsequent addition of polyethylenimine (1 mg/mL, 20 • C, 5 min) and reduction with sodium borohydride (1 mg/mL, pH 6.0, 4 • C, 30 min, in the presence of 1 mg/mL maltose). All steps were performed under 200 rpm shaking.
It has been reported low activity recoveries (<32%) for covalent immobilization of CGTase from Thermoanaerobacter sp. on Eupergit C (10.2%) [34] , glyoxyl-activated silica (1.5%) [36] , glyoxyl-activated agarose (32%) [37] , glutaraldehyde-activated chitosan (6.1%) [38] , glutaraldehyde-activated silica (<6%), CNBr-activated Sepharose (4.4%), and 1,6-diaminohexane-activated Sepharose (2.4%) [41] . The main causes for the low recovered activities commonly reported for covalent immobilization of CGTase are probably as follows: (i) intraparticle diffusional limitations due to the large molecular size of substrate (starch) and products (cyclodextrins); (ii) complexity of the CGTase 3D-structure and its catalytic mechanism, because this enzyme has five domains (A to E) and catalyze four possible reactions (hydrolysis, cyclization, coupling, and disproportionation) [5, 52] ; (iii) the modification of certain Lys residues involved in the catalytic mechanism of the CGTase [41] . Martin et al. [41] reported that some of the Lys residues in the starch-binding site (Lys 547 and Lys 549 ) display a Catalysts 2019, 9, 120 7 of 17 high accessibility to the solvent, and are thus possible targets for enzyme immobilization. Also, Wind et al. [52] reported an important stabilizer role of Lys 47 in the active site of the CGTase from Thermoanaerobacterium thermosulfurigenes EM1, which shares an overall identity of 89% with the CGTase from Thermoanaerobacter sp. ATCC 53627 [5] . Thus, we might suppose that the involvement of some of these Lys residues in the covalent linkage with the cross-linker (or aldehyde-activated supports) could drastically reduce the catalytic efficiency of the CGTase.
Surprisingly, Matte et al. [33] reported an activity recovery of 73% for covalent immobilization of CGTase from Thermoanaerobacter sp. on glutaraldehyde-activated silica. In this case, mesoporous silica microspheres were synthesized using polyethylene glycol 400 as swelling agent, silanized with 3-aminopropyltrimethoxysilane (APTMS), and activated with glutaraldehyde prior to immobilization. Although in our work the activity recovery was smaller, the methodology adopted to immobilize the CGTase does not use solid support and thus, saving on the cost of the support may reduce the impact of the biocatalyst production costs in the overall process.
Thermal Inactivation Assay
The thermal stabilities of free CGTase and the most active CLEA of CGTase prepared in this paper was evaluated at 60 • C and pH 6.0 (50 mM sodium citrate buffer). Although a high thermostability for Thermoanaerobacter sp. CGTase at temperatures below 75 • C [3] has been reported, some inactivation was observed for free CGTase at 60 • C (activity loss of around 20% after 6 h as shown in Figure 6 ) in absence of substrate. However, no significant loss of activity was observed to the CGTAse CLEA under the same inactivation conditions. That way, the immobilized enzyme was significantly more stable than the free enzyme.
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Thermal inactivation assay
The thermal stabilities of free CGTase and the most active CLEA of CGTase prepared in this paper was evaluated at 60 °C and pH 6.0 (50 mM sodium citrate buffer). Although a high thermostability for Thermoanaerobacter sp. CGTase at temperatures below 75 °C [3] has been reported, some inactivation was observed for free CGTase at 60 °C (activity loss of around 20% after 6 h as shown in Figure 6 ) in absence of substrate. However, no significant loss of activity was observed to the CGTAse CLEA under the same inactivation conditions. That way, the immobilized enzyme was significantly more stable than the free enzyme. 
Cyclodextrin production
The most active CLEA of CGTase prepared in this paper was used for cyclodextrin production in a stirred tank-type bench reactor equipped with an impeller without blades (Figure 7 ). This reactor operating as a vortex flow reactor may avoid damage to shear sensitive catalysts like CLEAs [23] . The temperature was set at 50 °C to avoid thermal inactivation of the free CGTase. 
Cyclodextrin Production
The most active CLEA of CGTase prepared in this paper was used for cyclodextrin production in a stirred tank-type bench reactor equipped with an impeller without blades (Figure 7 ). This reactor operating as a vortex flow reactor may avoid damage to shear sensitive catalysts like CLEAs [23] . The temperature was set at 50 • C to avoid thermal inactivation of the free CGTase. Bench reactor equipped with an impeller without blades used in the production of cyclodextrins from pre-hydrolyzed cassava starch using CGTase CLEA as biocatalyst. Figure 8 shows the reaction course in the production of CDs (α-, β-, and γ-CD) at 50°C and pH 6.0, catalyzed by CGTase (free or in the form of CLEAs) using 2.0% (w/v) pre-hydrolyzed starch (DE 1.4%). It can be observed that CGTase CLEAs produced similar amounts of CDs, but the maximum concentrations of total CDs (around 9.0 g/L) were reached at different reaction times. After 6 h reaction, using free CGTase, the concentrations of α-, β-, and γ-CD reached 3.3, 3.8, and 1.9 g/L (α/β/γ mass ratio of 1.7:2:1), which correspond to a starch-to-CDs yield of 45%. On the other hand, after 3 h reaction, using CLEAs of CGTase, the CD concentrations were 2.7, 4.0 and 1.8 g/L (α/β/γ mass ratio of 1.5:2:1), which correspond to a starch-to-CDs yield of 43%. Similar findings were reported by Martín et al. [34] with CGTase from Thermoanaerobacter sp. immobilized on Eupergit C. However, the maximum conversion of 10% (w/v) soluble potato starch into cyclodextrins (44%) was reached after 48 h reaction at 60 °C and pH 5.5 (10 mM sodium citrate buffer), yielding an α/β/γ mass ratio of 3:5:1. The immobilization may alter the catalytic features of an enzyme, by some enzyme distortion or by the generation of diffusional limitations [11] . CGTase has a very complex catalytic mechanism and tridimensional structure [5, 53] that could be changed and/or sterically hindered depending on the immobilization type and thereby altering its normal catalytic action. Figure 7 . Bench reactor equipped with an impeller without blades used in the production of cyclodextrins from pre-hydrolyzed cassava starch using CGTase CLEA as biocatalyst. Figure 8 shows the reaction course in the production of CDs (α-, β-, and γ-CD) at 50 • C and pH 6.0, catalyzed by CGTase (free or in the form of CLEAs) using 2.0% (w/v) pre-hydrolyzed starch (DE 1.4%). It can be observed that CGTase CLEAs produced similar amounts of CDs, but the maximum concentrations of total CDs (around 9.0 g/L) were reached at different reaction times. After 6 h reaction, using free CGTase, the concentrations of α-, β-, and γ-CD reached 3.3, 3.8, and 1.9 g/L (α/β/γ mass ratio of 1.7:2:1), which correspond to a starch-to-CDs yield of 45%. On the other hand, after 3 h reaction, using CLEAs of CGTase, the CD concentrations were 2.7, 4.0 and 1.8 g/L (α/β/γ mass ratio of 1.5:2:1), which correspond to a starch-to-CDs yield of 43%. Similar findings were reported by Martín et al. [34] with CGTase from Thermoanaerobacter sp. immobilized on Eupergit C. However, the maximum conversion of 10% (w/v) soluble potato starch into cyclodextrins (44%) was reached after 48 h reaction at 60 • C and pH 5.5 (10 mM sodium citrate buffer), yielding an α/β/γ mass ratio of 3:5:1. The immobilization may alter the catalytic features of an enzyme, by some enzyme distortion or by the generation of diffusional limitations [11] . CGTase has a very complex catalytic mechanism and tridimensional structure [5, 53] that could be changed and/or sterically hindered depending on the immobilization type and thereby altering its normal catalytic action. Bench reactor equipped with an impeller without blades used in the production of cyclodextrins from pre-hydrolyzed cassava starch using CGTase CLEA as biocatalyst. Figure 8 shows the reaction course in the production of CDs (α-, β-, and γ-CD) at 50°C and pH 6.0, catalyzed by CGTase (free or in the form of CLEAs) using 2.0% (w/v) pre-hydrolyzed starch (DE 1.4%). It can be observed that CGTase CLEAs produced similar amounts of CDs, but the maximum concentrations of total CDs (around 9.0 g/L) were reached at different reaction times. After 6 h reaction, using free CGTase, the concentrations of α-, β-, and γ-CD reached 3.3, 3.8, and 1.9 g/L (α/β/γ mass ratio of 1.7:2:1), which correspond to a starch-to-CDs yield of 45%. On the other hand, after 3 h reaction, using CLEAs of CGTase, the CD concentrations were 2.7, 4.0 and 1.8 g/L (α/β/γ mass ratio of 1.5:2:1), which correspond to a starch-to-CDs yield of 43%. Similar findings were reported by Martín et al. [34] with CGTase from Thermoanaerobacter sp. immobilized on Eupergit C. However, the maximum conversion of 10% (w/v) soluble potato starch into cyclodextrins (44%) was reached after 48 h reaction at 60 °C and pH 5.5 (10 mM sodium citrate buffer), yielding an α/β/γ mass ratio of 3:5:1. The immobilization may alter the catalytic features of an enzyme, by some enzyme distortion or by the generation of diffusional limitations [11] . CGTase has a very complex catalytic mechanism and tridimensional structure [5, 53] that could be changed and/or sterically hindered depending on the immobilization type and thereby altering its normal catalytic action. The operational stability of CLEAs of CGTase was evaluated in five reaction cycles of 3 h at 50 °C and pH 6.0 ( Figure 9 ). The total CD yield decreased from 42.6% (first cycle) to 34.6% (fifth cycle), a decrease of 18.8% in the catalytic efficiency of the enzyme. This decrease did not affect similarly to all CDs. The yields of β-CD decreased to 66%, of the initial ones, while for α-and γ-CD the decrease was to 94% of the initial productions. The drop in the β-CD yield was much more pronounced in the second cycle (a decrease of 23%). This suggest the complex catalytic mechanism of this enzyme and revels that an additional problem is that together to the reaction rate, the quality of the product may be different in each reaction cycle. In fact, partial and controlled inactivation of the enzyme under different conditions may be an interesting way to modulate the enzyme selectivity for the different CDs, as each inactivation condition may produce different enzyme changes [54] .
The operational stability of CGTase from Thermoanaerobacter sp. immobilized on activated supports was previously studied. Martín et al. [34] reported a loss of 60% in the catalytic efficiency of the enzyme immobilized on Eupergit C after 10 cycles of 24 h at 60 °C and pH 5.5 (around 50% loss after five cycles). Schoffer et al. [38] reported a loss of 40% in the production of β-CD from 4% (w/v) soluble starch after 100 cycles of 15 min at 60 °C and pH 6.0 (around 10% loss after 5 cycles) for the CGTase immobilized on glutaraldehyde-activated chitosan. Matte et al. [33] reported a loss of 40% in the production of β-CD from 4% (w/v) starch after 15 cycles of 15 min at 80 °C and pH 6.0 (around 5% loss after five cycles) for the enzyme immobilized on glutaraldehyde-activated silica. The operational stability of CLEAs of CGTase (around 20% loss after five cycles of 3 h at 50 °C and pH 6.0) was good compared to the ones with CGTase immobilized on solid supports. The operational stability of CLEAs of CGTase was evaluated in five reaction cycles of 3 h at 50 • C and pH 6.0 ( Figure 9 ). The total CD yield decreased from 42.6% (first cycle) to 34.6% (fifth cycle), a decrease of 18.8% in the catalytic efficiency of the enzyme. This decrease did not affect similarly to all CDs. The yields of β-CD decreased to 66%, of the initial ones, while for α-and γ-CD the decrease was to 94% of the initial productions. The drop in the β-CD yield was much more pronounced in the second cycle (a decrease of 23%). This suggest the complex catalytic mechanism of this enzyme and revels that an additional problem is that together to the reaction rate, the quality of the product may be different in each reaction cycle. In fact, partial and controlled inactivation of the enzyme under different conditions may be an interesting way to modulate the enzyme selectivity for the different CDs, as each inactivation condition may produce different enzyme changes [54] .
The operational stability of CGTase from Thermoanaerobacter sp. immobilized on activated supports was previously studied. Martín et al. [34] reported a loss of 60% in the catalytic efficiency of the enzyme immobilized on Eupergit C after 10 cycles of 24 h at 60 • C and pH 5.5 (around 50% loss after five cycles). Schoffer et al. [38] reported a loss of 40% in the production of β-CD from 4% (w/v) soluble starch after 100 cycles of 15 min at 60 • C and pH 6.0 (around 10% loss after 5 cycles) for the CGTase immobilized on glutaraldehyde-activated chitosan. Matte et al. [33] reported a loss of 40% in the production of β-CD from 4% (w/v) starch after 15 cycles of 15 min at 80 • C and pH 6.0 (around 5% loss after five cycles) for the enzyme immobilized on glutaraldehyde-activated silica. The operational stability of CLEAs of CGTase (around 20% loss after five cycles of 3 h at 50 • C and pH 6.0) was good compared to the ones with CGTase immobilized on solid supports. Figure 9 . Reusability of CGTase CLEAs in cyclodextrin production at 50°C and pH 6.0, using an enzyme load of 5.0 U/g starch and 2.0% (w/v) pre-hydrolyzed starch (DE = 1.43) as substrate. The notes at the top of the columns represent the mass ratios of CDs (α/β/γ) produced and the starch-to-CD yields in each batch. Each cycle takes 3 h.
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Materials
Thermostable CGTase from Thermoanaerobacter sp. (Toruzyme® 3.0L, Novozymes, Denmark), containing 7.1 mg protein/mL with a specific activity (initial rate of β-cyclodextrin production) of around 30 U/mg protein and α-amylase from Bacillus amyloliquefaciens (BAN® 480L) were from Novozymes (Bagsvaerd, Denmark). α-, β-, and γ-Cyclodextrin, dextrin 10, bovine serum albumin (BSA) and polyethylenimine (oligomer mixture, Mn ~423) were purchased from Sigma-Aldrich (St. Louis, MO, USA). Soluble starch, phenolphthalein, and glutaraldehyde (25% v/v) were obtained from Synth (Diadema, SP, Brazil). The other reagents were of analytical grade.
Protein concentration was determined by Bradford's method [55] using bovine serum albumin (BSA) as standard protein. 
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Materials and Methods
Materials
Thermostable CGTase from Thermoanaerobacter sp. (Toruzyme®3.0L, Novozymes, Denmark), containing 7.1 mg protein/mL with a specific activity (initial rate of β-cyclodextrin production) of around 30 U/mg protein and α-amylase from Bacillus amyloliquefaciens (BAN®480L) were from Novozymes (Bagsvaerd, Denmark). α-, β-, and γ-Cyclodextrin, dextrin 10, bovine serum albumin (BSA) and polyethylenimine (oligomer mixture, Mn~423) were purchased from Sigma-Aldrich (St. Louis, MO, USA). Soluble starch, phenolphthalein, and glutaraldehyde (25% v/v) were obtained from Synth (Diadema, SP, Brazil). The other reagents were of analytical grade.
Protein concentration was determined by Bradford's method [55] using bovine serum albumin (BSA) as standard protein.
Enzymatic Activity Assay
Enzymatic activity of soluble and immobilized CGTase was determined by measuring the initial reaction rate of β-CD formation using dextrin as substrate. A volume of 55 mL dextrin 10 (0.5% w/v) in 10 mM citrate buffer (pH 6.0) was added to a batch reactor that was thermostatized at 60 • C, because the high thermostability of Thermoanaerobacter sp. CGTase at temperature ≤ 75 • C [3] . One hundred microliters of 50x diluted enzyme solution (soluble) or 300 µL of immobilized enzyme suspension were added to the reaction medium and aliquots of 1 mL were withdrawn at 2-min intervals for 10 min. The enzymatic reaction was stopped by adding 20 µL of 3 M HCl followed by 5 min of boiling. β-CD concentration was determined using the colorimetric method of phenolphthalein, developed in 1981 by Vikmon [56] and modified as described by Tardioli et al. [37] . The assays were carried out by mixing 200 µL of the sample containing β-CD and 1.0 mL of a solution of 0.06 M phenolphthalein, prepared in 120 mM sodium bicarbonate buffer (pH 10.5). This solution was prepared mixing 0.3 mL of phenolphthalein solution (3 mM in 95% ethanol) and 14.7 mL of 120 mM sodium bicarbonate buffer, pH 10.5. The absorbance of the samples was record at 550 nm (Spectrophotometer UV-Visible Ultrospec 200, Pharmacia Biotech, Piscataway, NJ, USA). A blank was used, substituting the sample by distilled water.
The β-CD concentration (C β-CD , in mM) was determined from a calibration curve of β-CD ranging from 0 to 1 mM. Equation (1) was fitted to the absorbance data as a function of the β-CD concentrations using the software Origin 8.0:
where a is the total concentration of phenolphthalein in the assay cuvette 5 × 10 −5 M ; A 550 and A 0/550 are the absorbance of samples and blank, respectively; and K β−CD (16193.82 ± 112.95 M −1 ) is the equilibrium constant determined by fitting Equation (1) to the experimental data, and 6000 is the sample dilution from assay tube to the cuvette multiplied by the molar to milimolar conversion factor. One unit (U) was defined as the amount of enzyme that produces 1 µmol of β-CD per minute under the assay conditions.
CLEAs Preparation
Precipitant Selection
A volume of 900 µL of the precipitating agent (ethanol ≥ 99.5%, isopropanol ≥ 99.7%, methanol ≥ 99.9%, tert-butanol ≥ 99.0%, acetonitrile ≥ 99.8%, acetone ≥ 99.9%, or saturated ammonium sulfate solution) was added to 100 µL enzyme solution (3.55 mg protein/mL in 50 mM sodium citrate buffer pH 6.0) into a 2 mL micro-tube to a final concentration of 90% (v/v). After incubation at 20 • C and 150 rpm stirring for 1 h, the suspension was centrifuged at 4 • C and 900 rpm for 10 min. The precipitate was re-dissolved in 1 mL of 50 mM sodium citrate buffer (pH 6.0) and its enzymatic activity and protein concentration were determined using colorimetric phenolphthalein and Bradford's methods, respectively.
The precipitant was chosen based on its precipitation yield in terms of activity (YP A ), calculated as Equation (2):
total redissolved activity total initial activity × 100,
For the selected precipitant (acetone in this case) it was also evaluated its concentration ranging from 75% to 90% (v/v).
Cross-Linking Using Glutaraldehyde
After enzyme aggregation step, glutaraldehyde (25%, v/v) was added to the mixture to final concentrations of 10, 20, 30, or 50 mM. The stirring at 200 rpm was maintained for 3 h at 20 • C. The mixture was centrifuged at 4000 rpm and the supernatant was separated from the CLEAs. The precipitate was re-suspended in 50 mM sodium citrate buffer pH 6.0 and centrifuged again. This procedure was repeated until disappearance of enzymatic activity in the supernatant.
The effect of the reaction time in the reaction of the enzyme aggregates with glutaraldehyde was studied by ranging the incubation period of the CLEAs at 20 • C from 1 to 4 h and maintaining the concentration of glutaraldehyde previously selected. The CLEA activity was measured using the colorimetric method of phenolphthalein, as described above. The global activity recovery (AR G ) of all CGTase CLEAs was calculated as Equation (3):
Total activity of the CLEA Total initial activity × 100,
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Evaluation of Macromolecular Cross-Linkers
Preparation of Macromolecular Cross-Linkers
Starch-aldehyde and pectin-aldehyde were prepared following the methodology described by Zhen et al. [30] with some modifications. A mass of 1.5 g of starch was solubilized in 50 mL of distilled water by heating for 3 min in a boiling water bath. Afterwards, the solution was cooled (until 30 • C), the pH was adjusted to 4.0, and 3.85 g of sodium periodate was added for complete oxidation of diol groups to aldehyde (120 min reaction). After, the solution was transferred to a 1 kDa cut-off membrane dialysis and dialyzed against distilled water at room temperature for 24 h under stirring and with six changes of distilled water. Under these conditions, the starch-aldehyde solution had a concentration of 320 mM of aldehyde groups, determined by sodium periodate consumption.
For the preparation of pectin-aldehyde, the pectin (1.5 g) was dissolved in 20% (v/v) ethanol solution, and the other steps were identical as described above.
Cross-Linking Procedure Using Macromolecular Cross-Linkers
The cross-linking with macromolecular cross-linkers (starch-aldehyde and pectin-aldehyde) was carried out at 20 • C by adding an amount of macromolecular cross-likers to the mixture of precipitant and enzyme (75% precipitant volumetric concentration) to a final concentration of 20 mM of aldehyde groups. The CLEA suspension was stirred at 200 rpm for 3 h. After, the CLEAs were recovered by centrifugation and washed with 50 mM citrate buffer (pH 6.0) as described above.
The effect of the concentration of starch-aldehyde on the properties of the final CLEA was studied by ranging its concentration from 10 to 80 mM of aldehyde groups, followed by reduction with sodium borohydride (1 mg/mL) at 4 • C and pH 6.0 for 30 min. For the best starch-aldehyde concentration, the reduction step in the presence of additives (β-CD, maltose, and maltotriose) at 1 mg/mL was evaluated. The effect of the reaction time with aldehyde-starch was also evaluated ranging the reaction time from 2 to 8 h maintaining the other parameters previously selected. For the best selected condition, it was evaluated the treatment of the CLEAs with polyethylenimine (PEI). In this case, PEI was added to the CLEA preparation medium to a final concentration of 1 mg/mL after the precipitating and crosslinking steps. After 5 min reaction, the reduction step with sodium borohydride follows as described above.
Production of Cyclodextrins
CDs were produced from pre-hydrolyzed starch (2.0% w/v, Dextrose Equivalent of 1.4%) at 50 • C in a batch reactor stirred with an impeller without blades, operating similarly as a batch Vortex Flow Reactor (VFR) in turbulent regime [57] [58] [59] with a cylinder rotation rate (ω) of 900 rpm. This reactor was dimensioned with a radius ratio (η = R i /R e ) of 0.24 and aspect ratio (Γ = L/d) of 6.32 [23] .
Initially, a solution of starch (2.0%, w/v, 500 mL), prepared in 50 mM sodium citrate buffer pH 6.0 was gelatinized at 85 • C for 10 min. After, the temperature was adjusted to 60 • C and 3 µL of α-amylase (BAN®480L, Novozymes Company, Bagsvaerd, Denmark) were added (0.3 mL of α-amylase/kg of starch. After 5 min reaction, the pH was adjusted to 3.0 using 5 M HCl to inactivate the enzyme, and finally adjusted to 6.0 [60] . The total amount of reducing sugar (TRS) was determinate by DNS method [61] using glucose as standard, and the dextrose equivalent (DE) was calculated using Equation (4):
The reactions of CD production were carried out for 6 hours at pH 6.0 (50 mM sodium citrate buffer), using an enzyme loading of 5.0 U/g of pre-hydrolyzed starch (30 mL starch solution). The temperature, enzyme loading, and reaction time for the production of CDs were selected based on previous studies with soluble enzyme [60] . Samples were withdrawn at 0.25, 0.5, 1.0, 2.0, 3.0, 4.0, 5.0, and 6.0 h for analysis of the α-, β-and γ-CD concentrations by ELSD-HPLC chromatographic method [62] . The total yield of CD production (Y CD ) was calculated following Equation (5):
Thermal and Operational Stability
The thermal stability of free and immobilized CGTase was evaluated at 60 • C and pH 6.0 (50 mM sodium citrate buffer) in the absence of substrate. A solution of free CGTase (4.72 ± 0.05 U/mL) or a suspension of CLEAs of CGTase (1.89 ± 0.10 U/mL) was incubated at the temperature above and samples were taken at 2 h intervals within 6 h for activity measurement as described in Section 3.2.
The operational stability of the CLEAs of CGTase was evaluated using a pre-hydrolyzed starch solution (2.0% w/v, Dextrose Equivalent of 1.4%) in 50 mM citrate buffer pH 6.0. The reactions were performed for 3 h at 50 • C using an enzyme loading of 5.0 U/g pre-hydrolyzed starch (30 mL starch solution). At the end of each batch (five 3-h cycles), the biocatalyst was separated from the reaction medium by centrifugation and washed with distilled water. The CDs were analyzed by ELSD-HPLC method [62] .
Chromatographic Method for Analysis of CDs
The concentrations of α-, β-, and γ-CDs were determined using the chromatographic method described by Rojas et al [62] . Briefly, the CDs were separated through a pyramid NUCLEODUR ® C18 column (150 mm × 4.6 mm, 5 µm, Macherey-Nagel, Düren, Germany), at 30 • C, using acetonitrile (solvent B) and water, containing 1% (v/v) acetic acid (solvent A) at a flow rate of 0.3 mL/min, using a linear gradient, as follows: 0-20 min with 100 to 80% of A and 0 to 20% of B; 20.1-30 min with 100% of A. All analyzes were performed using an Alliance E2695 liquid chromatograph (Waters, MI, USA) equipped with an evaporative light scattering detector (ELSD 2424, Waters, MI, USA).
Conclusions
The results presented in this work showed that the free-carrier aggregation/crosslinking is a promising method for immobilizing CGTase when properly performed. It was demonstrated that the type of precipitant, precipitant concentration, cross-linking time, type and concentration of cross-linker greatly influenced the final activity of the CGTase CLEAs. Compared with the traditionally used glutaraldehyde, the preparation of CLEAs using alternative macromolecular cross-linkers allowed increasing the activity recovery. Addition of polyethylenimine after cross-linking step allowed avoiding the lixiviation of enzyme to reaction medium. The application of CGTase CLEAs in cyclization reaction from pre-hydrolyzed starch allowed a yield of CDs around 45%. CLEAs of CGTase might be easily recovered from the reaction medium by gravitational sedimentation or centrifugation and re-used in five 3-h cycles of cyclization (at 50 • C and pH 6.0), retaining around 80% of the initial productions of CDs. The use of a batch reactor operating similarly as a batch vortex flow reactor in turbulent regime avoided loss of biocatalyst by shear, a problem in conventional stirred tank reactors using shear sensitive particles. The system presented in this work, using free-carrier CGTase and vortex flow reactor, may be promising in the production of CDs as alternative to the systems using CGTase immobilized on shear resistant particles to be used in stirred tank reactors, because saving on the cost of the support may reduce the impact of the biocatalyst production costs in the overall process. 
